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DNA Extraction Process-Post Seedwash 

Centrifuge cells to pellet and resuspend in TE 

i 

SDS and proteinase K, incubation 

(Cell disruption and membrane degradation) 



NaCl and CTAB, incubation 

(CTAB precipitation of cell wall debris, denatured proteins and polysaccharides) 

i 

Chloroform and Isoamyl alcohol 

(Protein/polysaccharide removal) 

i 

Phenol/chloroform/isoamyl alcohol 

(Further removal of nonDNA compounds) 

i . 

Isopropanol/Freezing 

(DNA precipitation) 

i 

70% Ethanol Wash 

(Removal of CTAB) 

i 

Resuspension of DNA in TE 

i 

Microspin columns to remove PCR inhibitors 
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BFB Polymerase Chain Reaction CPCK\ Assay for Watermelon Seedlots 

5,000 Seed Subsamples 
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PCR DNA (Sjd) 




Gel Electrophoresis 
Assessment 



Bacterial Fruit Blotch 

Disease screen assay data sheet 
WFB PCR # 



Electrophoresis information 

Gel Concentration: 2.0% 
Volts: T T~ Watts: fr- 
On: /> tr Off: ?>'3~ Temp 



Buffen O.SX TBE 
m Amps : g 



Amount of agarose used; 
2-5g, 5.0g, 72$, otherl 
(circle one) 



5uls 



Xcv 
Result 



Total reaction volume: SOuls 



Aac 
Result 



Xcv 
Result 

1- 



Volume of DNA sample^ 
Aac 

Gel Lane Result 

1 . 1 Aac Rxns 

2. 1 
3.2 
4.2 
5.3 
6.3 
7.4 
8.4 
9.5 
10.5 
11.6 
12.6 
13.7 
14.7 
15.8 
16.8 

17. Ladder 
18.9 
19.9 

20. 10 

21. 10 

22. 11 

23. 11 

24. 12 

25. 12 

26. 13 

27. 13 

28. 14 

29. 14 

30. 15 

31. 15 

32. 16 

33. 16 

34. Ladder 
35 I addrr _ 
36. 17 

Note: AH samples are tested at a 1:50 dilution of the recovered(stock) DNA. NTC is a No Template Control 
Final Results: 
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Bacterial Fruit Blotch 

Disease screen assay data sheet 
WFBPCR# JBo 



Electrophoresis information 

Gel Concentration: 2.0% 
Volts: 5g 



On: fi 3o 



Watts: 
Off: 3~ 



Buffen O.SX TBE 
m Amps 



Temp: AST 



Volume of DNA sample:_ 
Aac 

Gel Lane Result 

1 . 1 Aac Rxns 

2. 1 
3.2 
4.2 
5.3 
6.3 
7.4 
8.4 
9.5 
10.5 
11.6 
12.6 
13.7 
14.7 
15.8 
16.8 

17. Ladder 
18.9 
19.9 

20. 10 

21. 10 

22. 11 

23. 11 

24. 12 

25. 12 

26. 13 

27. 13 

28. 14 

29. 14 

30. 15 

31. 15 

32. 16 

33. 16 

34. Ladder 
35r-fcatftfe7 — - 
36. 17 



5m1s 



Xcv 
Result 



_ Total reaction volume: 

Aac Xcv 
Gel Lane Result Result 
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43. 
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46. 
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53. 
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57. 
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59. 
60. 
61. 
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Amount of agarose used; 
2.5g, 5.0g, other__ 
(circle one) 



50u\s 



Gel Lane 
73.11 

74. 11 

75. 12 

76. 12 

77. 13 
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79. 14 

80. 14 

81. 15 

82. 15 

83. 16 

84. 16 

85. Ladder 
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91. 19 
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Result 
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Result 
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102. DNA Low 
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104. 
105. 
106. 



Note: All samples are tested at a 1:50 dilution of the recovered(stock) DNA. NTC is a No Template Control 
Final Results: 
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Bacterial Fruit Blotch 

Disease screen assay data sheet 
WFB PCR UjS f 



Electrophoresis information 

Gel Concentration: 2.0% 
Volts: fy£> Watts: 
On: U> Off: ?>^=> Temp: 



Buffer:0.SX TBE 



J mAmps:^ 



Amount of agarose used; 
2.5g, 5.0g,<29& other! 
(circle one) 



Volume of DNA sample: 
Aac 

Gel Lane Result 
1. 1 AacRxns — 
i 



5uls 



Xcv 
Result 
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10.5 
11.6 
12.6 
13.7 
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35r4=ad3er^ 
36. 17 



_ Total reaction volume:_ 

Aac Xcv 
Gel Lane Result Result 
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Note: All samples are tested at a 1:50 dilution of the recovered(stock) DNA. NTC is a No Template Control 
Final Results: 
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Bacterial Fruit Blotch 

Disease screen assay data sheet 
wfb pcr #7<5*f 

Electrophoresis information 

Gel Concentration: 2.0% 
Volts: \oo Watts: V mAmps: 



Buffer:0.5X TBE 



On: / 1 tS* Off: ^L* Temp: flJf 



Volume ofDNA sample: 
Aac 

Gel Lane Result 

1 . 1 Aac Rxns 

2. 1 
3.2 
4.2 
5.3 
6.3 
7.4 
8.4 
9.5 
10.5 
11.6 
12.6 
13.7 
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27. 13 
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33. 16 

34. Ladder 
■ 3 S: " Ladder 



5uls 



Xcv 
Result 



_ Total reaction volume: 

Aac Xcv 
Gel Lane Result Result 



36. 17 







37. 17 


— - 








38. 18 










39. 18 










40. 19 


— * 








41. 19 










42. 20 


■+ 








43.20 










44. H 2 0 










45.H 2 0 


— 






46. TE 


— 




4 




47. TE 


— 








48. DNA Hi 


-+■ 








49. DNA Hi 


■+ 




-u 


50. DNA Low 


+ 








51. DNA Low 






4 




52. 1 






53. 1 










54.2 










55.2 










56.3 










57.3 










58.4 










59.4 










60.5 










61.5 










62.6 










63.6 








64.7 








65.7 






■+ 


66.8 






+ 


67.8 








68. Ladder 








69.9 








70.9 










71. 10 




i 




72. 10 







Amount of agarose used; 
2.5g, 5.0g, (Qtf other^ 
(circle one) 
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Note: All samples are tested at a 1:50 dilution of the recovered(stock) DNA. NTC is a No Template Control 
Final Results: 
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Bacterial Fruit Blotch 

Disease screen assay data sheet 
WFB PCR# 

Electrophoresis information 

Gel Concentration: 2.0% 
Volts: so & Watts: 9 mAmps: J>3 
On: 2z Off: jr 3o Temp: /^J- 



Buffer:0.5X TBE 



Amount of agarose used; 
2.5g, 5.0g, <SJ> other_ 
(circle one) 



5nls 
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Volume of DNA sample:^ 

Aac Xcv 
Gel Lane Result Result 

1 . 1 Aac Rxns — 

2. 1 — 
3.2 - 
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9.5 
10.5 
11.6 
12.6 
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16.8 
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22. 11 
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_ Total reaction volume: 

Aac Xcv 
Gel Lane Result Result 
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Note: All samples are tested at a 1:50 dilution of the recovered(stock) DNA. NTC is a No Template Control 
Final Results: 
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Bacterial Fruit Blotch 

Disease screen assay data sheet 
WFBPCR#9<?3 



Electrophoresis information 

Gel Concentration: 2.0% 
Volts: 1J0 Watts: i£j 
On: /* 4-° Off: 3*o° 



Buffer: 0.5X TBE 



_ mAmps: t(T~ 
Temp: pJJ 



Volume of DNA sample: 
Aac 
Result 



5uh 



Gel Lane 

1. 1 Aac Rxns 

2. 1 
3.2 
4.2 
5.3 
6.3 
7.4 
8.4 
9.5 
10.5 
11.6 
12. 6 
13.7 
14. 7 
15.8 
16.8 

17. Ladder 

18.9 

19.9 

20. 10 

21. 10 

22. 11 

23. 11 

24. 12 

25. 12 

26. 13 

27. 13 

28. 14 

29. 14 

30. 15 

31. 15 

32. 16 

33. 16 

34. Ladder 
3£rHbad4€*. 
36. 17 



Xcv 
Result 



+ 
+ 



4- 
+ 

% 

t 



Total reaction volume:__ 
Aac Xcv 
Result Result 



50^1s 



Amount of agarose used; 
2.5g, 5.0g, 7.0g, othe r 

(circleone) ~aZZl*\ 



Gel Lane 

37. 17 

38. 18 

39. 18 

40. 19 

41. 19 
42. 20 -V 
43. 20 ^ 

44. H 2 0 2 

45. H 2 0 

46. TE ^ 

47. TE 

48. DNA Hi + 

49. DNA Hi + 

50. DNA Low *V 

51. DNA Low *\ 

52. 1 

53. 1 
54,2 
55.2 
56.3 
57.3 
58.4 
59.4 
60.5 
61.5 
62.6 
63.6 
64.7 
65.7 
66.8 
67.8 

68. Ladder 

69.9 

70.9 

71. 10 

72. 10 



Gel Lane 

73. II 

74. II 

75. 12 

76. 12 

77. 13 

78. 13 

79. 14 

80. 14 

81. 15 

82. 15 

83. 16 

84. 16 

85. Ladder 
36. Ladder 
87.17 
88.17 
89.18 
90.18 

91. 19 

92. 19 
93.20 
94.20 

95. H 2 0 

96. H 2 0 

97. TE 

98. TE 

99. DNA Hi 

100. DNA Hi 

101. DNALow 

102. DNA Low 
103. 

104. 
105. 
106. 



Aac 
Result 



Xcv 
Result 

i- 



-+ 
+ 
+ 

t 



Note: AH samples are tested at a 1 :50 dilution of the recovered(stock) DNA. NTC is a No Template Control 
Final Results: 
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Bacterial Fruit Blotch 

Disease screen assay data sheet 
WFB PCR# ? 

Electrophoresis information 

Gel Concentration: 2.0% 
Volts: ?8 Watts: P~ mAmps: 
On: ft 3~ Off: 3**~ Temp: AST 



BufFer:0.5X TBE 



Amount of agarose used; 
2.5g, 5.0g, Qfe, other_ 
(circle one) 



Volume of DNA sample: 5uls 

Aac Xcv 

Gel Lane Result Result 

1. 1 Aac Rxns 



2. 1 

3.2 

4.2 

5.3 

6.3 

7.4 

8.4 

9.5 

10.5 

11.6 

12.6 

13.7 

14.7 

15.8 

16.8 

17. Ladder 

18.9 

19.9 

20. 10 

21. 10 

22. 11 

23. 11 

24. 12 

25. 12 

26. 13 

27. 13 

28. 14 

29. 14 

30. 15 

31. 15 

32. 16 

33. 16 

34. Ladder 

35. Ladder^ 

36. 17 



\ 



_ Total reaction volume: 

Aac Xcv 
Gel Lane Result Result 



50uls 



37. 
38. 
39. 
40. 
41. 
42. 
43. 
44. 
45. 
46. 
47. 
48. 
49. 
50. 
51. 
52. 
53. 
54. 
55. 
56. 
57. 
58. 
59. 
60. 
61. 
62. 
63. 
64. 
65. 
66. 
67. 
68. 
69. 
70. 
71. 
72. 



17 
18 
18 
19 
19 
20 
20 
H 2 0 
H 2 0 
TE 
TE 

DNA Hi 
DNA Hi 
DNA Low 
DNA Low 
1 
1 
2 
2 
3 
3 
4 
4 
5 
5 
6 
6 
7 
7 
8 
8 

Ladder 
9 
9 
10 
10 



Gel Lane 

73. 11 

74. 11 

75. 12 

76. 12 

77. 13 

78. 13 

79. 14 

80. 14 

81. 15 

82. 15 

83. 16 

84. 16 

85. Ladder 
•06. Ladder 
87.17 
88.17 
89.18 
90.18 

91. 19 

92. 19 
93.20 
94.20 

95. H 2 0 

96. H 2 0 

97. TE 

98. TE 

99. DNA Hi 

100. DNA Hi 

101. DNA Low 

102. DNA Low 
103. 

104. 
105. 
106. 



Aac 
Result 



Xcv 
Result 



t 



Note: All samples are tested at a 1:50 dilution of the recovered(stock) DNA. NTC is a No Template Control 
Final Results: 
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